genome. Each panel shows an instance of methylation imparted by the different methyltransferases, with the purple track representing the Interpulse Duration Ratio (IPD) of the forward DNA strand, and the orange track the IPD of the reverse DNA strand 1 .
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Supplementary Figure 6 : Allele quantification. Illustration of the method used to characterise and quantify the six SpnD39III alleles using genomic DNA templates. Panel a shows an example of PCR using primer SpnD39III-F, containing a 6-FAM fluorescent label (green star) to allow gene scan analysis, and primer SpnD39III-R, at the SpnD39III locus of D39 genomic DNA. Following PCR and a double digest using DraI and PleI, a unique fragment size of 1193 bp is achieved. This would indicate the allele present at this particular locus is SpnD39IIIA. The 5' and 3' alleles that recombine to give the six SpnD39III alleles A-F at the SpnD39III locus, and the theoretical unique size of fluorescently labelled products generated by PCR and digestion for each of the six unique alleles, of each particular fluorescently labelled digestion product of the PCR products of the six alleles calculated in silico, is shown in (panel b). In all cases the actual size of all fragments (panel c) was 6bp smaller than the theoretical size calculated in silico (panel b). This is likely due to mapping fragments at the extreme upper limit of the LIZ1200 size standards (Life Technologies) required for quantification of these fluorescently labelled fragments. Panel c shows two examples of gene scan traces and resulting quantification of digested PCR products following fluorescently labelled PCR on samples of gDNA from opaque (D39OP) and transparent (D39TP) S. pneumoniae colonies. Panels d and e show analysis of reactions performed to verify accuracy, reproducibility and unbiased nature of the methodology used; Panel d shows the results of two independent PCR reactions performed using the same genomic DNA template, but performed using separate reagents on different days; Panel e shows the results of a PCR, digest and genescan analysis performed using the PCR product from reaction 1 in panel d; this PCR product was diluted 1 in 1000, and two replicate PCR reactions performed using 1 µl this diluted PCR product as template in a fresh PCR reaction, which was then digested and analysed as above. Nasal wash refers to DNA extracted directly from 100l of un-plated nasal lavage (reported in Supplementary Fig. 5 ), colonies refers to DNA extracted from a pool of approximately 100 colonies grown on TSA + 3% blood of the same nasal wash sample.
